1. Introduction {#sec1-ijms-19-02685}
===============

CKD is a gradually debilitating disorder that has been associated with series of pathophysiological processes, causing an overall dysregulation of kidney function and predisposes to kidney injury \[[@B1-ijms-19-02685]\]. The CKD afflicted population in US is estimated to be around 14% with highest mortality observed in the patients with stage 5 CKD or end stage renal disease (ESRD) \[[@B2-ijms-19-02685]\]. The persistence of CKD is often exacerbated by other comorbidities, particularly diabetes, obesity and cardiovascular diseases \[[@B1-ijms-19-02685]\]. While the underlying mechanisms may be unknown, the retention of uremic toxins (UTs), in patients with kidney dysfunction, may exacerbate the development and progression of CKD. Numerous studies have identified the role of UTs in the development of systemic complications and mortality associated with CKD \[[@B3-ijms-19-02685]\].

While the accumulation of UTs has been intricately linked to CKD, excessive production of reactive oxygen species (ROS) and subsequent oxidative stress are common characteristics in the patients effected with this clinical disorder \[[@B4-ijms-19-02685],[@B5-ijms-19-02685],[@B6-ijms-19-02685]\]. It has been extensively known that oxidant stress is demonstrable in ESRD as well as milder degrees of CKD \[[@B7-ijms-19-02685],[@B8-ijms-19-02685]\]. Previous studies suggest that UTs accumulate in the serum of CKD patients resulting in both oxidative stress and pro-inflammatory cytokine production, further contributing to its pathophysiological processes \[[@B9-ijms-19-02685]\]. Investigators have proposed that oxidant stress is both a feature of this clinical syndrome as well as pathogenic contributor or cause. The primary renal sources of ROS include activation of macrophages, the Ras pathway, the NF-kB pathway and upregulated activity of NADPH oxidase \[[@B10-ijms-19-02685],[@B11-ijms-19-02685]\]. The production of ROS is concomitant with the state of oxidant stress, which is exacerbated by the excessive release of cytokines, including IL-6, TNF-α and MCP-1, depicting a positive correlation with the advancing stages of CKD \[[@B12-ijms-19-02685]\]. Multiple studies have observed that the adipocytes themselves are an important source of oxidant stress in models of obesity/metabolic syndrome and that mediators directly tied to the cellular phenotype of these adipocytes play a causal role in dysregulation of metabolic homeostasis \[[@B13-ijms-19-02685],[@B14-ijms-19-02685],[@B15-ijms-19-02685]\]. Investigators have also demonstrated that the UT indoxyl sulfate (IS) increased ROS production via the NOX pathway specifically in 3T3-L1 adipocytes \[[@B2-ijms-19-02685]\]. Evidence suggests that alterations in adipose tissue can also exacerbate the inflammatory state of adipocytes. Similarly, the cumulative lines of evidence suggest that UTs increase ROS production and inflammation in 3T3-L1 adipose cells mainly through the activation of NADPH oxidase \[[@B16-ijms-19-02685]\].

While there are multiple sources of ROS, accumulating lines of evidence suggest a mechanistic role of sodium potassium adenosine triphosphatase (Na/K-ATPase) signaling in the exacerbation of oxidative stress \[[@B17-ijms-19-02685],[@B18-ijms-19-02685],[@B19-ijms-19-02685]\]. We previously reported that the α-1 subunit of Na/K-ATPase serves as a receptor for ROS and can act as a feed forward amplifier, further initiating a downstream signaling pathway mediated by Src, leading to the production of ROS and pro-inflammatory cytokines \[[@B19-ijms-19-02685],[@B20-ijms-19-02685]\]. The excessive systemic ROS produced in a diseased phenotype allows for the carbonylation of the α-1 subunit, leading to the alignment of an α-1/Src molecular complex, which further results in the phosphorylation and activation of Src and a downstream signaling cascade. This signaling cascade evidently produces further ROS and causes a decline in the overall cellular defensive mechanisms that scavenges ROS, further aggravating the cellular pro-oxidant state. We have specifically shown that this pathway is critical to the pathophysiology of several experimental models of disease including obesity and metabolic syndrome \[[@B17-ijms-19-02685],[@B21-ijms-19-02685]\]. In this regard, our peptide, pNaKtide, has been recently reported to attenuate oxidant stress by the antagonism of Na/K-ATPase signaling \[[@B17-ijms-19-02685]\]. pNaKtide has been demonstrated to impede the formation of the Na/K-ATPase/Src complex, which inhibits the downstream activation of signaling pathways. Numerous studies have provided evidence that pNaKtide attenuates oxidative stress and lipid accumulation in murine pre-adipocytes in a dose-dependent manner mediated by the blockage of the Na/K-ATPase/ROS amplification loop \[[@B17-ijms-19-02685]\]. Studies have also shown the effectiveness of pNaKtide in in vitro and in vivo studies of various disease models which demonstrated attenuation of adipogenesis, inflammatory cytokines, apoptosis and improved redox imbalance and cell proliferation.

Based on these observations, this study aimed to explore various in vitro models to determine whether adipocytes, when exposed to UTs, activate the Na/K-ATPase oxidant amplification loop causing redox imbalance and phenotypic alterations. We also demonstrated for the first time the effect of UTs in mesenchymal stem cells (MSCs)-derived adipocytes, obtained from visceral fat of the West Virginian population. These phenotypic alterations in adipocytes are attenuated by the Na/K-ATPase signaling antagonist pNaKtide, further improving the pathophysiological consequences and suggesting a possible intervention strategy for CKD.

2. Results {#sec2-ijms-19-02685}
==========

2.1. Effect of IS and pNaKtide on Lipid Accumulation, Inflammatory Cytokines and Cytotoxicity in 3T3-L1 Murine Pre-Adipocytes {#sec2dot1-ijms-19-02685}
-----------------------------------------------------------------------------------------------------------------------------

3T3-L1 murine pre-adipocytes were treated with varying concentrations of IS (50, 100 and 250 µM) with or without pNaKtide (0.7 µM) in adipogenic media for five days to determine optimal concentration for adipocyte dysregulation. Our previously published data demonstrated, based on a concentration curve, that pNaKtide 0.7 µM was effective in inhibiting adipogenesis in 3T3-L1 cells \[[@B17-ijms-19-02685]\]. Lipid accumulation, measured as the relative absorbance of Oil Red O staining, demonstrated that IS 50 µM was ineffective while IS 100 and 250 µM significantly decreased adipogenesis ([Figure 1](#ijms-19-02685-f001){ref-type="fig"}A). This effect was alleviated by the treatment with pNaKtide, as supported by the difference in relative inter-group fold change. This was determined by establishing parameters for the significance in the attenuation by pNaKtide by analyzing fold change of IS vs. Control group and pNaKtide alone vs. IS 100+pNaKtide. Our results demonstrate that the fold change with pNaKtide alone vs. IS 100+pNaKtide (0.975 ± 0.05) was significantly (*p* \< 0.01) greater than the fold change with IS vs. Control group (0.5317 ± 0.03) in the adipogenesis determined by Oil Red O ([Figure 1](#ijms-19-02685-f001){ref-type="fig"}A). Furthermore, our results show that IS significantly increased IL-6 production in our 3T3-L1 cells in a dose dependent manner, with significant upregulation noted in IS 100 and 250 µM. pNaKtide treatment alone significantly attenuated IL-6 production, as compared to control. There was a significantly (*p* \< 0.05) greater fold stimulation in IS vs. Control group (2.02 ± 0.16) than pNaKtide alone vs. IS 100+pNaKtide (1.43 ± 0.07), implicating that the attenuation of IL-6 was caused by pNaKtide treatment ([Figure 1](#ijms-19-02685-f001){ref-type="fig"}B). Our MTT assay demonstrated no change in IS 50 and 100 µM, however, IS 250 µM was noted to be slightly cytotoxic ([Figure 1](#ijms-19-02685-f001){ref-type="fig"}C). Our fold change analysis also showed no significant difference between IS vs. Control group (1.00 ± 1.15) and pNaKtide alone vs. IS 100+pNaKtide (1.00 ± 0.03).

2.2. Effect of IS and pNaKtide on Oxidative Stress, Adipogenic, Apoptotic and Inflammatory Markers in 3T3-L1 Murine Pre-Adipocytes {#sec2dot2-ijms-19-02685}
----------------------------------------------------------------------------------------------------------------------------------

The dose dependent effect of IS demonstrated that 100 µM was the optimal concentration in decreasing lipid accumulation and increasing IL-6 production, since the MTT assay showed slight cytotoxicity with 200 µM concentration of IS. Based on these observations, 3T3-L1 cells were treated with IS 100 µM to perform further analysis. The incubation of 3T3-L1 cells with dihydroethidium (DHE) to measure superoxide levels (indicator of ROS) significantly showed upregulated levels in the IS treated group as compared to control ([Figure 2](#ijms-19-02685-f002){ref-type="fig"}A). The administration of pNaKtide alone demonstrated significantly lower superoxide levels as compared to control. However, there was no established significant difference (*p* = 0.1927) between the fold change with IS vs. Control group (1.65 ± 0.10) and pNaKtide alone vs. IS 100+pNaKtide (1.40 ± 0.13), suggesting that the attenuation of superoxide by pNaKtide was inconsequential, as pNaKtide effected the baseline levels in the absence of IS ([Figure 2](#ijms-19-02685-f002){ref-type="fig"}A). The expression of PPARϒ, one of the main regulator of adipocyte differentiation, was significantly decreased with IS treatment, compared with control, which was subsequently negated by the pNaKtide ([Figure 2](#ijms-19-02685-f002){ref-type="fig"}B). Our results were further supported by the fold change analysis which showed that pNaKtide alone vs. IS 100+pNaKtide (1.06 ± 0.14) was significantly (*p* \< 0.01) greater than IS vs. Control group (0.50 ± 0.04), implicating that the negation of PPARϒ was indeed pertinent to pNaKtide treatment. Our Western blot analysis shows that IS also induced significant activation of c-Src, as compared to control ([Figure 2](#ijms-19-02685-f002){ref-type="fig"}C). Our further analysis showed that the fold change with IS vs. Control group (2.14 ± 0.11) was significantly (*p* \< 0.05) lower than pNaKtide alone vs. IS 100+pNaKtide (2.94 ± 0.24). The results implicate the decrease in c-Src production in 3T3-L1 cells exposed to IS and pNaKtide was less than the pNaKtide alone. At this point of time, it is difficult to interpret this discrepancy, however future studies and higher dose of IS might be able to explain the data in an appropriate fashion. We next examined the effect of IS on inflammatory markers in 3T3-L1 cells. Our RT-PCR analysis demonstrated that the expression of key inflammatory markers, TNF-α and MCP-1, was significantly upregulated with IS treatment, as compared to control ([Figure 2](#ijms-19-02685-f002){ref-type="fig"}D). However, the fold change analysis for the relative amelioration of TNF-α and MCP-1 with IS vs. Control group (3.46 ± 0.40 and 4.03 ± 0.44, respectively) and pNaKtide alone vs. IS 100+pNaKtide (5.04 ± 1.32 and 3.82 ± 0.44, respectively) showed no significant difference ([Figure 2](#ijms-19-02685-f002){ref-type="fig"}D), implicating that the attenuation of inflammatory markers was independent of pNaKtide treatment. Our analysis between pNaKtide alone and pNaKtide treatment in IS group shows that the amelioration in TNFα was significantly lower in IS treated group than the pNaKtide alone in adipogenic media, while no difference was noted in MCP-1. Further, our results showed that the apoptotic markers, Bax and Caspase 3, exhibited significant upregulation in the IS treated 3T3-L1 cells compared to controls, which was attenuated by pNaKtide ([Figure 2](#ijms-19-02685-f002){ref-type="fig"}E). The effect of pNaKtide was pertinent to these apoptotic markers, Bax and Caspase 3, as the fold change of IS vs. Control group (3.03 ± 0.32 and 2.56 ± 0.37, respectively) was significantly (*p* \< 0.01) greater than the fold change of pNaKtide alone vs. IS 100+pNaKtide (1.24 ± 0.24 and 1.05 ± 0.13, respectively).

2.3. Effect of p-Cresol and pNaKtide Treatment on Lipid Accumulation, Inflammatory Cytokines and Cytotoxicity in 3T3-L1 Murine Pre-Adipocytes {#sec2dot3-ijms-19-02685}
---------------------------------------------------------------------------------------------------------------------------------------------

To confirm our findings with another uremic toxin, 3T3-L1 cells were treated with varying concentrations of p-cresol (50, 100 and 200 µM), with or without pNaKtide. Oil Red O staining revealed that treatment with 100 µM of p-cresol inhibited adipogenesis, which was further reduced in p-cresol 200 µM, compared to control ([Figure 3](#ijms-19-02685-f003){ref-type="fig"}A). However, cells treated with p-cresol 50 µM were ineffective in inducing adipogenic changes. This effect was alleviated by the treatment with pNaKtide (*p* \< 0.01). These findings were supported by assessing a relative fold change between p-cresol 100 vs. Control group and pNaKtide alone vs. p-cresol 100+pNaKtide. We noted a significantly (*p* \< 0.01) greater fold change in pNaKtide alone vs. p-cresol 100+pNaKtide (1.01 ± 0.06) than in p-cresol 100 vs. Control group (0.56 ± 0.04), suggesting that the pNaKtide was effective in restoring the adipogenic changes and alleviate the effects of p-cresol 100 µM ([Figure 3](#ijms-19-02685-f003){ref-type="fig"}A). Our results also demonstrated upregulation of the inflammatory marker IL-6 in the cells treated with p-cresol 100 and 200 µM, while no noted increase was observed in p-cresol 50 µM, as compared to controls ([Figure 3](#ijms-19-02685-f003){ref-type="fig"}B). pNaKtide alone significantly ameliorated the IL-6 levels, as compared to controls. Moreover, assessment of the fold change showed no significant difference between p-cresol 100 vs. Control group and pNaKtide alone vs. p-cresol 100+pNaKtide, suggesting that the attenuation by pNaKtide was inconsequential and the pNaKtide attenuated basal levels in adipogenic media, as compared to controls. Further assessment on the effect of p-cresol in MTT assay showed no significant changes in the cells treated with p-cresol 50 µM and 100 µM, while p-cresol 200 µM was noted to be slightly cytotoxic, as compared to controls ([Figure 3](#ijms-19-02685-f003){ref-type="fig"}C). Our fold change analysis of MTT assay also showed no significant difference between p-cresol 100 vs. Control group (1.02 ± 0.03) and pNaKtide alone vs. p-cresol 100+pNaKtide (0.99 ± 0.02).

2.4. Effect of p-Cresol and pNaKtide on Oxidative Stress, Adipogenic, Apoptotic and Inflammatory Markers in 3T3-L1 Murine-Adipocytes {#sec2dot4-ijms-19-02685}
------------------------------------------------------------------------------------------------------------------------------------

Our results show that treatment of 3T3-L1 cells with p-cresol 100 µM was effective in inducing adipocyte dysregulation. Therefore, the studies were further performed using p-cresol 100 µM. The incubation of cells with DHE for the assessment of superoxide levels showed significantly elevated levels in cells treated with p-cresol, as compared to control, which was attenuated by pNaKtide ([Figure 4](#ijms-19-02685-f004){ref-type="fig"}A). There was an established significant difference (*p* \< 0.01) in the fold change of p-cresol vs. Control group (2.35 ± 0.11) and pNaKtide alone vs. p-cresol 100+pNaKtide (1.37 ± 0.10), suggesting that the attenuation of superoxide levels was caused by the pNaKtide treatment ([Figure 4](#ijms-19-02685-f004){ref-type="fig"}A). Our results further demonstrated that the expression of PPARϒ was significantly downregulated with p-cresol and this effect was negated by the treatment with pNaKtide ([Figure 4](#ijms-19-02685-f004){ref-type="fig"}B). These results were further supported by the fold change analysis which showed that pNaKtide alone vs. p-cresol 100+pNaKtide (1.17 ± 0.07) was significantly (*p* \< 0.01) greater than p-cresol vs. Control group (0.48 ± 0.06), implicating that the negation of PPARϒ was indeed pertinent to pNaKtide treatment. The Src levels were also significantly increased in the p-cresol treated 3T3-L1 cells, as compared to control ([Figure 4](#ijms-19-02685-f004){ref-type="fig"}C). However, there was no significant difference in the fold change between p-cresol vs. Control group (2.76 ± 0.30) and pNaKtide alone vs. p-cresol 100+pNaKtide (2.41 ± 0.12). The results also showed that the decrease in c-Src production in 3T3-L1 cells exposed to p-cresol and pNaKtide was less than the pNaKtide alone. Treatment with p-cresol also induced elevated expression levels of inflammatory markers TNF-α and MCP-1, as compared to control ([Figure 4](#ijms-19-02685-f004){ref-type="fig"}D). However, the fold change analysis for the relative amelioration of TNF-α and MCP-1 with p-cresol vs. Control group (3.60 ± 0.72 and 2.14 ± 0.33, respectively) and pNaKtide alone vs. p-cresol 100+pNaKtide (3.32 ± 1.32 and 3.11 ± 0.10, respectively) showed no significant difference ([Figure 4](#ijms-19-02685-f004){ref-type="fig"}D), implicating that the attenuation of these markers was inconsequential of pNaKtide treatment. Our results further show that Bax and Caspase 3 were significantly upregulated, as compared to control and the treatment with pNaKtide ameliorated this effect ([Figure 4](#ijms-19-02685-f004){ref-type="fig"}E). The effect of pNaKtide was pertinent to these apoptotic markers, Bax and Caspase 3, as the fold change of p-cresol vs. Control group (3.79 ± 0.96 and 2.06 ± 0.33, respectively) was significantly (*p* \< 0.01) greater than the fold change of pNaKtide alone vs. p-cresol 100+pNaKtide (0.96 ± 0.14 and 1.04 ± 0.21, respectively).

2.5. Effect of IS and pNaKtide on Lipid Accumulation, Inflammatory Cytokines and Cytotoxicity in MSC-Derived Adipocytes {#sec2dot5-ijms-19-02685}
-----------------------------------------------------------------------------------------------------------------------

We next studied the effect of UTs on MSC-derived adipocytes from a West Virginian population. This provided us the opportunity to study the role of Na/K-ATPase/ROS amplification loop in adipocytes in a human system. We examined the dose-dependent effect of IS, with varying concentrations (25, 50 and 100 µM), on MSCs-derived adipocytes, treated with or without pNaKtide. To determine the effective concentration of pNaKtide in MSCs-derived adipocytes, a dose--response curve was generated (0.5, 1.0, and 1.5 µM); our results show 1 µM was effective in attenuation of IL-6 production (data not shown). IS demonstrated a significant change on the lipid accumulation and showed inhibited adipogenesis, when treated with IS 50 and 100 µM, in MSCs-derived adipocytes, which was attenuated by the treatment with pNaKtide ([Figure 5](#ijms-19-02685-f005){ref-type="fig"}A). We also noted a significantly (*p* \< 0.01) greater fold change in pNaKtide alone vs. IS 50+pNaKtide (1.16 ± 0.04) than in IS 50 vs. Control group (0.70 ± 0.03), as the amelioration noted was indeed caused by the pNaKtide treatment. Furthermore, IS significantly upregulated IL-6 production in a dose-dependent manner ([Figure 5](#ijms-19-02685-f005){ref-type="fig"}B). This increase in IL-6 production by IS 50 µM treatment was significantly attenuated by pNaKtide treatment ([Figure 5](#ijms-19-02685-f005){ref-type="fig"}B). The difference in the fold change supported these findings as the IS vs. Control group (0.72 ± 0.04) was significantly (*p* \< 0.01) greater than pNaKtide alone vs. IS 50+pNaKtide (0.54 ± 0.02), implicating that the IS-induced increase in IL-6 was indeed attenuated by pNaKtide. However, the attenuation by pNaKtide in IS treated group was less than pNaKtide alone.

2.6. Effect of IS and pNaKtide on Oxidative Stress, Adipogenic, Apoptotic and Inflammatory Markers in MSC-Derived Adipocytes {#sec2dot6-ijms-19-02685}
----------------------------------------------------------------------------------------------------------------------------

Our results show that exposure of MSC-derived adipocytes to IS 50 µM increased the superoxide levels, suggesting an excessive generation of ROS, as compared to control. The superoxide levels were attenuated by the treatment with pNaKtide when detected under DHE staining ([Figure 6](#ijms-19-02685-f006){ref-type="fig"}A). pNaKtide alone attenuated the superoxide levels greater than the IS+pNaKtide group. There was no significant different in the fold change between IS vs. Control group (1.74 ± 0.11) and pNaKtide alone vs. IS 50+pNaKtide (2.07 ± 0.11), indicating that the amelioration was inconsequential of pNaKtide treatment. Furthermore, the treatment with IS significantly inhibited the adipocyte differentiation as determined by PPARϒ in MSC-derived adipocytes, as compared to control ([Figure 6](#ijms-19-02685-f006){ref-type="fig"}B). Our fold change analysis showed no significant difference between IS vs. Control group (2.26 ± 0.45) and pNaKtide alone vs. IS 50+pNaKtide (3.18 ± 0.13). Our results based on RT-PCR analysis also show a significant upregulation of the inflammatory markers TNF-α and MCP-1, in the IS treated adipocytes ([Figure 6](#ijms-19-02685-f006){ref-type="fig"}C). However, the fold change analysis for the relative amelioration of TNF-α and MCP-1 with IS vs. Control group (2.84 ± 0.52 and 2.16 ± 0.21, respectively) and pNaKtide alone vs. IS 50+pNaKtide (2.42 ± 0.36 and 2.29 ± 0.32, respectively) showed no significant difference ([Figure 6](#ijms-19-02685-f006){ref-type="fig"}C). There was also a marked increase in the expression of apoptotic markers, Caspase 3 and Bax, with the exposure to IS, implicating cellular death. These effects were significantly negated by the treatment of MSC-derived adipocytes with pNaKtide ([Figure 6](#ijms-19-02685-f006){ref-type="fig"}D). The quantitative assessment of fold change showed that the effect of pNaKtide was pertinent to these apoptotic markers, Bax and Caspase 3, demonstrating that IS vs. Control group (2.77 ± 0.57 and 2.03 ± 0.24, respectively) was significantly (*p* \< 0.05) greater than the fold change of pNaKtide alone vs. IS 50+pNaKtide (1.09 ± 0.37 and 1.04 ± 0.25, respectively).

3. Discussion {#sec3-ijms-19-02685}
=============

The findings of this study extensively demonstrate the distinct effect of UTs in different in vitro models of CKD, with varying effect of activated Na/K-ATPase signaling in each model. While our study design was well detailed and comprehensive, the observed findings were moderately in corroboration with our central hypothesis. We observed that the mechanistic action of pNaKtide alone was sufficient to attenuate the levels of our experimental markers of interest in adipogenic media. Furthermore, we observed that the UTs induced activation of Na/K-ATPase oxidant-amplification loop regulates the phenotypic changes in adipocytes. In this study, we showed that treatment of both mouse preadipocytes and adipocyte differentiated from human MSCs with the UTs, IS and p-cresol increased ROS production, inflammatory markers, and apoptosis, while decreasing adipogenesis and lipid accumulation. However, using our fold change methodology, we determined whether the dysfunctional phenotype was ameliorated by expression of the pNaKtide. We showed that, in IS treated 3T3-L1 cells, pNaKtide restored adipogenesis and lipid accumulation, levels of inflammatory cytokine IL-6, adipogenic marker PPaRϒ, and apoptotic markers Bax and Caspase 3, demonstrating that these effects were the result of activating the Na/K-ATPase feed-forward oxidant-amplification loop. However, the attenuation of superoxide levels and inflammatory markers TNF-α and MCP-1 were not pertinent to pNaKtide treatment. Furthermore, the treatment of 3T3-L1 cells with pNaKtide and UT, p-cresol showed significant amelioration of adipogenesis, superoxide levels, PPaRϒ, Bax and Caspase 3, while the attenuation of inflammatory markers IL-6, TNF-α and MCP-1 was inconsequential to pNaKtide treatment. In addition, the treatment of MSCs-derived adipocytes with IS and pNaKtide showed attenuation of adipogenesis, IL-6, Bax and Caspase 3, while our fold change analysis for superoxide levels, PPaRϒ, TNF-α and MCP-1 showed that the pNaKtide affected the baseline levels of these markers, relative to control.

In ESRD and to milder degree in CKD, uremic toxin accumulation in serum is thought to produce both oxidative stress and pro-inflammatory cytokine production, contributing to pathophysiological processes \[[@B9-ijms-19-02685]\]. The chronic oxidative stress generated by the combination of ROS production and the excessive release of cytokines, including IL-6, TNF-α and MCP-1, is positively correlated with advanced-stage CKD \[[@B12-ijms-19-02685]\]. One possible source of chronic oxidative stress is adipose tissue. Obesity, which is closely linked to CKD, is associated with dysfunctional white adipose tissue and imbalances in adipokine secretion, leading to a chronic inflammatory state and increased oxidative stress \[[@B22-ijms-19-02685]\]. Fat accumulation is positively correlated with systemic oxidative stress in both humans and mice \[[@B13-ijms-19-02685]\], and mouse models of obesity have increased oxidative stress in plasma due to increased ROS and cytokines production from accumulated fat \[[@B13-ijms-19-02685],[@B23-ijms-19-02685]\]. Obesity is also associated with reduced antioxidant defenses in adipocytes, which could reduce their capacity to respond to oxidative stress \[[@B13-ijms-19-02685]\]. Therefore, dysfunctional adipose tissue caused by UTs accumulation could be a source of additional oxidative stress during CKD progression.

To date, few studies have investigated the effect of UT exposure on adipocytes \[[@B16-ijms-19-02685],[@B24-ijms-19-02685],[@B25-ijms-19-02685]\]. A study of 3T3-L1 cells treated with physiological concentrations of IS for 16 h showed that IS was transported into cells in a dose-dependent manner and ROS production increased concomitantly. They showed that inhibition of NADPH oxidase prevented IS-induced ROS production, whereas inhibition of mitochondrial complex I, xanthine oxidase, and nitric oxide synthase had no effect, implicating NADPH oxidase in IS-induced ROS production. Consistent with our results, IS treatment increased secretion of TNFα and IL-6 \[[@B16-ijms-19-02685]\]. Another study investigated 3T3-L1 cells cultured with various physiological concentrations of p-cresol. Cells exposed to 100 and 200 µM p-cresol had decreased proliferation and an increase in the number of apoptotic cells compared with vehicle-treated cells. Oil Red O staining was decreased with 200 µM p-cresol, indicating fewer mature adipocytes. Similarly, mRNA expression of PPARγ, which regulates adipocyte differentiation, increased in a time-dependent manner in differentiation medium, but levels were attenuated in a dose-dependent manner with p-cresol treatment \[[@B25-ijms-19-02685]\]. These data are consistent with the results presented here. Our results showed that IS and p-cresol treatment significantly decreased lipid accumulation, increased ROS production, cytokine release and significantly increased apoptosis leading to unhealthy adipocytes. pNaKtide alone attenuates ROS production (superoxide levels), inflammatory markers (TNFα, IL-6 and MCP-1) and adipogenic marker (PPARγ), compared to the control group (only adipogenic media).

Another study investigated the effect of uremic toxins on wound healing in MSCs derived from healthy subjects and CKD patients \[[@B24-ijms-19-02685]\]. In that study, healthy MSCs treated with p-cresol for 24 h had no changes in viability or morphology and increased ROS production under both normoxic and hypoxic conditions. ROS accumulation was also observed when normal MSCs were treated with hippuric acid and IS. P-cresol exposure decreased the expression of antioxidant enzymes under normoxic conditions. Healthy MSCs treated with p-cresol had reduced protein expression of HIF-1α and mRNA expression of VEGF and SDF-1, HIF-1α targets that promote wound healing. Accordingly, healthy MSCs treated with p-cresol had defective wound healing in a skin-flap wound mouse model. These results are consistent with those of MSCs derived from patients with CKD that were not exposed to p-cresol. The authors identified prolyl hydrolase domain 2 (PHD2), a protein that degrades HIF-1α in an oxygen-dependent manner, as the cause of the reduced HIF-1α expression. PHD2 is regulated by redox activity and energy metabolism, so ROS accumulation may be allowing its activity to persist under hypoxic conditions \[[@B24-ijms-19-02685]\]. Based on the available evidence, uremic toxins are sufficient to increase ROS production in preadipocytes, leading to numerous downstream effects that generate dysfunctional adipocyte phenotypes. To the best of our knowledge, no studies have been done before in MSC-derived adipocytes treated with UTs. In our study, visceral fat was obtained from West Virginian population. MSCs were cultured in adipogenic media and treated with IS. IS did not significantly increase lipid accumulation in MSC-derived adipocytes obtained from lean subjects. However, IS significantly increased inflammatory cytokines, oxidative stress and apoptosis. This supports the concept that UTs may alter the phenotype of adipocytes, increasing cytokine production without stimulating lipid accumulation.

In this study, treatment with pNaKtide partially negated the effects of UTs. Treated cells did not have altered adipogenesis and apoptosis following UTs exposure, however, varying effect was noted on elevated levels of ROS, inflammation and the subsequent phenotypic changes This effect was seen in both mouse and human cells. Because pNaKtide inhibits complex formation between Na/K-ATPase and Src, blocking the feed-forward oxidant-amplification loop \[[@B26-ijms-19-02685]\], these results indicate that UTs initially activate ROS production and that the subsequent phenotypic changes are the result of the increased oxidative stress. Ouabain or other cardiotonic steroids have been extensively shown to trigger Na/K-ATPase signaling; however, to our knowledge, this is the first time that UTs have been shown to initiate the Na/K-ATPase feed-forward oxidant-amplification loop. Given that oxidative stress is the source of the cellular changes observed, it is likely that UTs act via Src activation and subsequent EGFR transactivation, similar to the mechanism observed with cardiotonic steroids \[[@B27-ijms-19-02685]\], but it is unclear how other factors, such as NADPH oxidase fit into the overall picture. Further studies are needed to uncover the molecular mechanisms underlying the activation of the oxidant-amplification loop by UTs.

While the findings presented in this study supports our central hypothesis, there were some limitations to this study. CKD is a multifactorial clinical disorder and it involves myriad inflammatory and apoptotic components that play a critical role in its pathophysiology. To strengthen the mechanistic role of Na/K-ATPase oxidant amplification loop in adipocytes, our findings can be further justified by employing an in vivo heterozygous α1 knockout models and partial nephrectomy (PNx) models. These in vivo models will serve as an extension to this study, which will further corroborate our results. Nevertheless, our findings provide basis for the future studies and substantiate that UTs-mediated activation of Na/K-ATPase oxidant amplification loop in adipocytes contributes towards the development and progression of experimental CKD.

Overall, we have shown that multiple UTs can have distinct effect on the activation of Na/K-ATPase oxidant-amplification loop in two different in vitro models, 3T3-L1 cells and MSCs-derived adipocytes. The subsequent ROS production led to phenotypic changes that could potentially create an environment of chronic oxidative stress in patients with CKD that exacerbates disease progression. Our findings are summarized in a schematic representation that demonstrates the activation of Na/K-ATPase oxidant amplification loop causing adipocyte dysfunction mediated by UTs ([Figure 7](#ijms-19-02685-f007){ref-type="fig"}). Since we confirmed these finding in MSCs derived from human adipose tissues, these findings may be clinically relevant. Based on these data, the oxidant-amplification loop potentially could serve as a therapeutic target to treat or limit the progression of CKD. Studies are currently underway to verify the molecular mechanism by which UTs activate the oxidant-amplification loop and to confirm these findings in vivo.

We provide new basis for the implication of Na/K-ATPase oxidant amplification loop in the phenotypic alterations of adipocytes, caused by the UTs, and suggest broader applications of this signaling cascade in reversing or preventing the development and progression of CKD. In our study, the specific Na/K-ATPase signaling antagonist, pNaKtide, has been implicated in the negation of adipogenesis and apoptosis, thereby improving diseased phenotype. Our future studies will focus on demonstrating the beneficial effects of pNaKtide in alternate models of CKD and effectively exhibit the role of Na/K-ATPase signaling as a therapeutic target in this clinical disorder.

4. Material and Methods {#sec4-ijms-19-02685}
=======================

4.1. Experimental Design for In Vitro Experiment {#sec4dot1-ijms-19-02685}
------------------------------------------------

Frozen mouse pre-adipocytes (3T3-L1) were purchased from ATCC (ATCC, Manassas, VA, USA) and re-suspended in Dulbecco's Modified Eagle Media (DMEM). 3T3-L1 cells were then supplemented with 10% heat-inactivated fetal bovine serum and 1% antibiotic/antimycotic solution. The cells were plated at a density of 1--5 × 10^6^ cells per 25 cm^2^ dish. The cultures were maintained at 37 °C in a 5% CO~2~ incubator and the medium was changed after 48 h and every 3--4 days thereafter. When the 3T3-L1 cells were confluent, the cells were recovered by the addition of trypsin \[[@B28-ijms-19-02685]\]. The 3T3-L1 cells (Passage 2--3) were plated in a 6- and 24-well plates at a density of 10,000 cells/cm^2^ and cultured in DMEM to achieve at least 80% confluency. The medium was replaced with adipogenic medium and the cells were cultured for an additional five days. The adipogenic media consisted of complete culture medium supplemented with DMEM-high glucose, 10% (*v*/*v*) FBS, 10 μg/mL insulin, 0.5 mM dexamethasone (Sigma-Aldrich, St. Louis, MO, USA), 0.5 mM isobutylmethylxanthine (Sigma-Aldrich, St. Louis, MO, USA) and 0.1 mM indomethacin (Sigma-Aldrich, St. Louis, MO, USA) \[[@B28-ijms-19-02685]\]. 3T3-L1 cells were treated with varying concentrations of UTs, IS (50, 100 and 250 µM) and p-cresol (50, 100 and 200 µM), with or without pNaKtide (0.7 µM), for five days. Morphological and molecular analyses was performed to assess the effect of UTs and pNaKtide on the treated 3T3-L1 adipocytes.

For human MSCs, The Ethics Committee of Marshall University approved the collection of human tissue from patients undergoing surgery at Cabell Huntington Hospital. Once patients were surveyed for exclusion criteria (history of cancer, surgery for trauma, age \< 18 or \>70 years old), they were consented and enrolled in the study by their surgeon. Visceral fat was obtained from lean (BMI \< 30 kg/m^2^) subjects. These samples were then taken to the laboratory and prepared for storage and/or shipment. Primary human visceral adipose-derived MSC isolation was performed by iXCell Biotechnology. Cells were evaluated for purity by examining positive (CD90, CD44, CD105) and negative (CD14, CD31, CD45) markers of MSCs. After 2--3 passages, MSCs were cultured in adipogenic media as described above. MSCs were plated in 24- and 6-well plates and cultured in α-MEM until cells were confluent. Then, medium was replaced with adipogenic medium, and cells were cultured for an additional 14 days with or without IS (25, 50 and 100 µM) and pNaKtide (1 µM). Morphological and molecular analyses was performed to assess the effect of IS and pNaKtide on the treated MSCs-derived adipocytes.

4.2. Oil Red O Staining for Lipid Accumulation {#sec4dot2-ijms-19-02685}
----------------------------------------------

Oil Red O (0.21%) in isopropanol (100%) was used for staining, as described previously \[[@B28-ijms-19-02685]\]. Briefly, the murine pre-adipocytes and MSCs-derived adipocytes were fixed in 10% formaldehyde and were stained in Oil Red O for 10 min, followed by rinsing with 60% isopropanol. The Oil Red O was eluted by the addition of 100% isopropanol for 10 min. Lipid accumulation was measured as the relative absorbance of Oil Red O staining (OD = 490 nm) after day 5.

4.3. Measurement of Superoxide Levels by DHE Staining {#sec4dot3-ijms-19-02685}
-----------------------------------------------------

3T3-L1 pre-adipocytes and MSCs-derived adipocytes were cultured on 96 well plates until they attained at least 80% confluency. After treatment with UTs, IS (100 µM) or p-cresol (100 µM), with or without pNaKtide, as described above, the cells were incubated with 10 µM dihydroethidium (DHE) for 30 min at 37 °C in a 5% CO~2~ incubator \[[@B29-ijms-19-02685]\]. Fluorescence intensity was measured using Spectramax i3x spectrometer at excitation/emission filters of 530/620 nm.

4.4. MTT Assays for Cell Proliferation {#sec4dot4-ijms-19-02685}
--------------------------------------

3T3-L1 pre-adipocytes and MSC-derived adipocytes were plated in 24-well plates and exposed to UTs, IS or p-cresol, with or without subsequent pNaKtide treatment as described above. A Vybrant MTT Cell Proliferation Assay Kit (Invitrogen) was used and manufacturer's protocol was followed \[[@B30-ijms-19-02685]\]. The assessment of MTT assay will determine the optimal concentration of UTs that is effective in inducing phenotypic alterations in 3T3-L1 pre-adipocytes, while eliminating the use of possible cytotoxic or ineffective concentrations.

4.5. Cytokine Measurements {#sec4dot5-ijms-19-02685}
--------------------------

Interleukin 6 (IL-6) was determined in conditioned medium using an ELISA Assay (R&D Systems, Inc., Minneapolis, MN, USA) according to the manufacturer's instructions and as previously described \[[@B31-ijms-19-02685]\].

4.6. RNA Extraction and RT-PCR Analysis {#sec4dot6-ijms-19-02685}
---------------------------------------

Total RNA was extracted from 3T3-L1 pre-adipocytes and MSC-derived adipocytes. Briefly, the media was removed leaving the cell pellets only, which were further homogenized in Buffer RLT Plus. The Qiagen RNeasy Kit was used and manufacturer's protocol was followed to extract RNA and the quality and quantity of RNA were evaluated by 260:280 ratio using NanoDrop Analyzer (Thermo Scientific, Waltham, MA, USA). Total RNA (1 µg) was transcribed into cDNA using GeneAmp Kit reverse transcription reagents which was further diluted 40× in RNase free water. The specific primers (IDT Technologies, Coralville, IA, USA) were used for each marker that was analyzed. The expression levels of mRNA were then assessed for apoptotic markers (Caspase 3 and Bax), adipogenic marker (PPARγ), and inflammatory markers (TNF-α and MCP-1) by using two technical replicates for RT-PCR amplification run on a 7500 Fast Real Time PCR Systems (Applied Biosystems, Foster City, CA, USA). The comparative threshold cycle method was used to calculate the fold amplification as specified by the manufacturer. GAPDH was identified as a suitable housekeeping gene due to less intergroup variation \[[@B30-ijms-19-02685]\].

4.7. Western Blot Analysis to Demonstrate Phosphorylation of Src {#sec4dot7-ijms-19-02685}
----------------------------------------------------------------

Whole cell lysates obtained from 3T3-L1 adipocytes and MSC-derived adipocytes were prepared with NP-40 buffer and activation of c-Src was determined as previously described by Yan et al. \[[@B32-ijms-19-02685]\].

4.8. Statistical Analyses {#sec4dot8-ijms-19-02685}
-------------------------

Statistical significance between experimental groups was determined by the Fisher method of analysis of multiple comparisons (*p* \< 0.01). For comparisons among treatment groups, the null hypothesis was tested by a two-factor ANOVA for multiple groups or unpaired *t* test for two groups. Data are presented as mean ± SE.
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![Dose dependent effect of IS exposed to 3T3-L1 murine pre-adipocytes and treated with or without pNaKtide: (**A**) representative images and quantitative data of adipogenesis measured as the relative absorbance of Oil Red O. Images taken with 40× objective lens; (**B**) quantitative analysis of pro-inflammatory cytokine IL-6; and (**C**) MTT assay represented as percentage of control. Values represent means ± SEM (*n* = 6). \* *p* \< 0.05 vs. CTR, \*\* *p* \< 0.01 vs. CTR, ^+^ *p* \< 0.05 vs. IS 100 µM, ^++^ *p* \< 0.01 vs. IS 100 µM, ^\#^ *p* \< 0.05 vs. pNaKtide.](ijms-19-02685-g001){#ijms-19-02685-f001}

![(**A**) Effect of IS 100 µM in 3T3-L1 cells treated with or without pNaKtide for superoxide levels assessed with DHE staining; (**B**) RT PCR analysis for the expression of adipogenic marker PPARϒ; (**C**) representative Western blots for Src activation; (**D**) RT PCR analysis for the expression of pro-inflammatory markers TNF-α and MCP-1; and (**E**) RT PCR analysis for the expression of pro-apoptotic markers Bax and Caspase 3. Values represent means ± SEM (*n* = 6). \* *p* \< 0.05 vs. CTR, \*\* *p* \< 0.01 vs. CTR, ^\#^ *p* \< 0.05 vs. pNaKtide, ^\#\#^ *p* \< 0.01 vs. pNaKtide, ^+^ *p* \< 0.05 vs. IS, ^++^ *p* \< 0.01 vs. IS.](ijms-19-02685-g002){#ijms-19-02685-f002}

![Dose-dependent effect of p-cresol exposed to 3T3-L1 murine pre-adipocytes and treated with or without pNaKtide. (**A**) Representative images and quantitative data of adipogenesis measured as the relative absorbance of Oil Red O. Images taken with 40× objective lens; (**B**) quantitative analysis of pro-inflammatory cytokine IL-6; and (**C**) MTT assay. Values represent means ± SEM (*n* = 6). \* *p* \< 0.05 vs. CTR, \*\* *p* \< 0.01 vs. CTR, ^++^ *p* \< 0.01 vs. p-cresol 100 µM, ^\#^ *p* \< 0.05 vs. pNaKtide.](ijms-19-02685-g003){#ijms-19-02685-f003}

![(**A**) Effect of p-cresol 100 µM in 3T3-L1 cells treated with or without pNaKtide for superoxide levels assessed with DHE staining; (**B**) RT PCR analysis for the expression of adipogenic marker, PPARϒ; (**C**) representative Western blots for Src activation; (**D**) RT PCR analysis for the expression of pro-inflammatory markers TNF-α and MCP-1; and (**E**) RT PCR analysis for the expression of pro-apoptotic markers, Bax and Caspase 3. Values represent means ± SEM (*n* = 6). \* *p* \< 0.05 vs. CTR, \*\* *p* \< 0.01 vs. CTR, ^\#^ *p* \< 0.05 vs. pNaKtide, ^\#\#^ *p* \< 0.01 vs. pNaKtide, ^+^ *p* \< 0.05 vs. p-cresol, ^++^ *p* \< 0.01 vs. p-cresol.](ijms-19-02685-g004){#ijms-19-02685-f004}

![MSC-derived adipocytes exposed to varying concentrations of IS (25, 50 and 100 µM) and treated with or without pNaKtide: (**A**) Representative images and quantitative data of adipogenesis measured as the relative absorbance of Oil Red O. Images taken with 40× objective lens; and (**B**) quantitative analysis of pro-inflammatory cytokine IL-6. Values represent means ± SEM (*n* = 4). \* *p* \< 0.05 vs. CTR, \*\* *p* \< 0.01 vs. CTR, ^+^ *p* \< 0.05 vs. IS 50 µM, ^++^ *p* \< 0.01 vs. IS 50 µM, ^\#^ *p* \< 0.05 vs. pNaKtide.](ijms-19-02685-g005){#ijms-19-02685-f005}

![(**A**) MSC-derived adipocytes exposed to IS 50 µM and treated with or without pNaKtide on superoxide levels assessed with DHE staining; (**B**) RT PCR analysis for the expression of adipogenic marker PPARϒ; (**C**) RT PCR analysis for the expression of pro-inflammatory markers TNF-α and MCP-1; and (**D**) RT PCR analysis for the expression of pro-apoptotic markers Bax and Caspase 3. Values represent means ± SEM (*n* = 4). \* *p* \< 0.05 vs. CTR, \*\* *p* \< 0.01 vs. CTR, ^\#\#^ *p* \< 0.01 vs. pNaKtide, ^+^ *p* \< 0.05 vs. IS, ^++^ *p* \< 0.01 vs. IS.](ijms-19-02685-g006){#ijms-19-02685-f006}

![Schematic representation of Na/K-ATPase oxidant amplification loop-mediated phenotypic alterations in adipocytes, induced by the UTs in 3T3-L1 cells and MSCs-derived adipocytes.](ijms-19-02685-g007){#ijms-19-02685-f007}
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